Acridine orange is unique in that it will fluoresce bright red under ultraviolet light when combined with ribonucleic acid (RNA) at an appropriate pH, and will fluoresce bright lime-green under the same circumstances when combined with deoxyribonucleic acid (DNA). As a consequence, acridine orange has been used extensively to demonstrate the presence of these nucleic acids in organisms, cells, and tissues. No reference to its application to Mycoplasma colonies has been found, although mycoplasmas have been reported (Hers et al., unpublished data) to fluoresce limegreen in frozen sections of infected chick embryo when stained by the acridine orange method at pH 3.8 or 5.4 (4) .
The purpose of the present study was to determine the staining characteristics Smears of milk from normal cows, from cows with non-Mycoplasma mastitis, and from cows with Mycoplasma mastitis were prepared either by spreading with a loop, or by sliding a small drop between two cover slips, as for making a blood smear. Tissue imprints were made from the cut surfaces of normal mammary tissue and normal supramammary lymph nodes, from the same tissues of cows affected with acute nonMycoplasma mastitis, and from cows affected with severe Mycoplasma mastitis.
Air-dried slides were fixed by passing them quickly through a low flame followed by immersion for 1 min in ether-alcohol. Staining with acridine orange then proceeded according to the methods of Armstrong (1) at pH 3.8 orof von Bertalanffy (7, 8) atpH 3.8 and 6.0. Use of Camoy's fixative did not improve the results.
RNA was destroyed in preparations from five different bovine isolates by incubation in 1% ribonuclease (Nutritional Biochemicals Corp., Cleveland Ohio) at 37 C for 2 hr (2, 7). Both DNA and RNA were destroyed in other preparations from the same five bovine isolates by treatment with 10% perchloric acid at 60 C for 30 min (2). Suitable control slides were incubated in distilled water. Treated preparations were then stained with acridine orange at pH 6.0 (7, 8) .
After observation of fluorescence, colony preparations were decolorized in 50% ethyl alcohol and restained with Wright-Leishman stain to verify the presence or absence of Mycoplasma on the slide.
REsuLTs
The results of staining Mycoplasma colonies with acridine orange are shown in Table 1 (Fig. 2) . Many young cells with abundant red cytoplasm were present in both types of preparations. The cytoplasm of mature neutrophils was generally dark.
Milk smears and supramammary lymph nodes from acute non-Mycoplasma mastitis also contained red-staining intracellular and extracellular particulate material in addition to large young 
DISCUSSION
The brilliant red staining of colonies reflects a significant RNA content, which has been shown to be about double that of DNA (5, 6) 
